People's republic of china *These authors contributed equally to this work Background: Cognitive impairment in patients with cerebral small vessel disease (CSVD) is common, but the pathogenic mechanism is not well understood. The situation of non-breathingrelated sleep fragmentation in CSVD patients and its influence on cognitive impairment is not clear. The aim of this study was to investigate the influence of non-breathing-related sleep fragmentation on cognitive function in patients with CSVD. Methods: A group of 89 CSVD patients without breathing-related sleep disorders in the Department of Neurology, Third Affiliated Hospital of Sun Yat-sen University was enrolled. The patients underwent magnetic resonance scan, polysomnography, cognitive function evaluation using Montreal Cognitive Assessment scale (MoCA), and Mini-Mental State Examination. The patients were assigned to study group (arousal index [ArI] $26.8/hour) or control group (ArI ,26.8/hour) based on the average level of ArI (mean =26.8, SD =7.5) at night, and the cognitive function of the patients in the two groups was analyzed. Results: The total MoCA score, the subscale scores of visuospatial ability and delayed recall in the study group were significantly lower than that in the control group (P,0.05). The cognitive impairment measured by MoCA was positively related to ArI level and %N-3 sleep according to the results of logistic regression (P,0.05). Conclusion: Non-breathing-related sleep fragmentation is associated with cognitive impairment in CSVD patients, especially executive function and delayed recall ability.
Introduction
Continuous, undisturbed sleep at night is significantly beneficial for one's memory, immune regulation, and removal of neurotoxic byproducts that accumulate in the central nervous system during the awake period. 1 Sleep fragmentation, characterized by recurrent awakenings after sleep onset, often affects the elderly 2 and could cause functional or even organic damage of the brain. 3 Sleep fragmentation can be breathingrelated or non-breathing-related. Non-breathing-related sleep fragmentation is sleep fragmentation caused by reasons other than breathing problems, for example age, cerebrovascular diseases, Alzheimer's, dementia, Parkinson's disease, etc.
but there is still no report on the relationship between non-breathing-related sleep fragmentation and cognitive impairment in this kind of patient. This research studied patients' cognitive impairment affected by the severity of non-breathing-related sleep fragmentation, to help further investigate the pathological mechanism of CSVD-related cognitive impairment and to provide more evidence of CSVD prevention and treatments.
Methods Design
This was a cross-sectional study. Patients were enrolled in The Third Affiliated Hospital of Sun Yat-sen University from August 2017 to July 2018. The study was approved by the ethics committee of the hospital, and was conducted according to the Declaration of Helsinki. All participants provided written informed consent.
Participants
One hundred and four consecutive patients with symptomatic CSVD were screened for recruitment following the inclusion/ exclusion criteria detailed in the next paragraph.
Inclusion criteria were: 1) patients aged 35-70 years; 2) with one or more magnetic resonance (MR) markers of CSVD: lacunar infarcts (LI), white matter hyperintensities (WMH), cerebral microbleeds (CMB), and visible perivascular spaces (PVS); 8 3) without larger subcortical or cerebral Water-shed infarctions (.1.5 cm) on magnetic resonance imaging (MRI) as these are often embolic; 4) without large artery disease (carotid, vertebral, or intracranial stenosis .50%); 5) apnea-hypopnea index (AHI) ,5/ hour based on polysomnography (PSG).
Exclusion criteria were: 1) severe mental disorders such as schizophrenia, bipolar disorder or major depression, severe somatic or neurological disorders; dementia due to congenital mental disorders and other diseases; 2) presence of DSM-V Breathing-Related Sleep Disorders; 3) taking drugs that affect cognition or sleep; 4) unable to complete the scales due to objective conditions, such as deafness, hemiplegia, aphasia, visual impairment, etc; and 5) being pregnant.
Brain Mri scan
Patients underwent brain MRI on a 3-Tesla scanner (GE Discovery MR750) with a standard 8-channel head coil. Sequences included 3D TOF-MRA, T1Flair, T2WI, T2Flair, and SWI. Brain MRI was rated for the presence of four SVD makers: LI, WMH, CMB, and PVS independently.
The presence of each SVD feature was summed in an ordinal "SVD burden score" (range 0-4). 8 
Psg evaluation
All patients were evaluated for two consecutive nights in a sleep laboratory. The wireless telemetry PSG system (SOMNOscreen plus PSG+; SOMNOmedics GmbH, Randersacker, Germany, analysis software "DOMINO") was used to monitor sleep. Sleep The Chinese version of MoCA was used to evaluate cognitive function regarding aspects of visuospatial ability, executive function, naming, attention, language, abstraction, delayed recall, and orientation, with a total score between 0 and 30. If the educational level is ,12 years, one point is added. 11, 12 Referring to the results of domestic research in People's Republic of China, the cutoff point to identify cognitive impairment in CSVD is ,23 points. 13 
Mini-Mental State Examination (MMSE)
The Chinese version of MMSE is a 30-point questionnaire that is used to measure cognitive impairment regarding aspects of registration (repeating named prompts), attention and calculation, recall, language, ability to follow simple commands, and orientation. Any score $24 points (out of 30) indicates a normal cognition. Below this, scores can indicate severe (#9 points), moderate (10-18 points), or mild (19-23 points) cognitive impairment.
statistical methods
Statistical analyses for the present study were carried out with the SPSS software package (version 20.0). Descriptive statistics were presented as mean ± SD for continuous variables and as numbers or proportions for categorical variables. Student's t-tests or Mann-Whitney was used when appropriate to compare the differences in sleep parameters and cognitive functions between the two groups. Binary logistic regression analyses were performed to assess the associations between total MoCA scores and sleep parameters (PSG). Regarding dependent variables, the total MoCA scores were dichotomized and coded as "dependent-1" (,23) and "independent-0" ($23). The independent variables included SE, REM sleep ratio, N-3 sleep ratio, and WASO, which were included as continuous variables and ArI, coded as "dependent-0" (, mean) and "independent-1" ($ mean) as categorical variables in the models. Two-sided P-values were considered to be statistically significant at #0.05.
Results

clinical characteristics of patients
One hundred and four consecutive patients with symptomatic CSVD were screened for recruitment. Fifteen patients were excluded because they: 1) had breathing-related sleep disorders (n=10); 2) had delayed sleep phase disorder (n=1); and 3) had severe comorbid medical conditions (n=4). A group of 89 patients was thus recruited of which 56 patients met chronic insomnia criteria. The flow diagram of the study is presented in Figure 1 . The mean of ArI for all the patients was 26.8/hour (mean ArI =26.8, SD =7.5). Patients were divided into study group (ArI $26.8/hour) and control group (ArI ,26.8/hour).
There were no significant differences in demographic data, comorbidities, and SVD burden score between the two groups (P.0.05), as shown in Table 1 .
comparison of Psg parameters between the two groups SE, REM ratio, and N-3 ratio of the patients in study group were lower than those in control group; WASO, N-1, and N-2 ratio of the patients in the study group were higher than those in the control group (P,0.05), with large effect sizes, as shown in Table 2 .
comparison of MMse scores between the two groups
There was no significant difference in total score and subscale scores between study group and control group (P.0.05), as shown in Table 3 .
comparison of Moca scores between the two groups
The total score of MoCA, subscale scores of visuospatial ability and delayed recall in the study group were lower than those in the control group, with moderate to large effect sizes, as shown in Table 4 .
The associations between Moca total scores and sleep parameters (Psg) based on binary logistic regression analyses According to the results of logistic regression, those patients with higher ArI level were 3.542 (95% CI: 1.848-5.236, P,0.001) times more likely to have cognitive impairment than those with relatively lower ArL level. Those patients with shorter duration of N-3 sleep were 1.713 (95% CI: 1.251-2.517, P,0.05) times more likely to have cognitive impairment than those with relatively longer duration of N-3 sleep.
Discussion
Obstructive sleep apnea-hypopnea syndrome (OSAHS) is a common cause for sleep fragmentation and cognitive disorders. 15 This study showed, at first screening, only ten met OSAHS diagnostic criteria out of 104 CSVD patients, but 54% met chronic insomnia criteria. This ratio is much higher than that in older adults, 16 which means non-breathing-related sleep symptoms are more common in CSVD patients. The anatomy of the sleep-wake regulation system involves multiple areas of the brain, for example reticular ascending 
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Wang et al activation system, nucleus raphe, locus coeruleus, hypothalamus, thalamic reticular nucleus, basal forebrain, cerebral cortex, etc. 17 Small, deep cerebral vessels of CSVD patients show sclerosis, twisting, and self-regulating damage under the influence of vascular risk factors, which cause diffuse subcortical ischemia and periventricular fibrosis in the deep part of the brain and affects the sleep-related neural circuit, causing sleep disorder symptoms. 18 Although this study did not have a healthy control group, a past study showed an average ArI of older adults of 21.9/hour, 19 the average ArI of our CSVD subjects was 26.8/hour, showing a significant difference, which means non-breathing-related sleep fragmentation in CSVD is severe.
The relationship between non-breathing-related sleep disorders and cognitive function is controversial; there have been both positive 20 and negative results. 21 The reason for this, apart from study design, might be the heterogeneity of sleep disorders. If we look further into the specific sleep parameters, some consistencies will emerge. For example, sleep duration (short or long sleep duration), WASO, and SE were found to be positively related to cognitive impairment. 22 Prolonged WASO and low SE could be the result of sleep fragmentation. This study discovered that sleep fragmentation was not only related to cognitive damage, but also directly related to WASO, SE, and changes in sleep structure, which indicates that sleep fragmentation could be a relatively stable sleep parameter for predicting cognitive impairment in CSVD patients.
In this study, the difference in cognitive functioning between the two groups was mainly reflected in two aspects: delayed recall and visuospatial ability. The impairment of both cognitive abilities could be related to sleep fragmentation-induced sleep structure disturbance. Non-rapid eye movement, especially N-3 sleep is crucial to declarative memory, while REM is important for enhancing short-term memory. 23, 24 The test of delayed recall in MoCA, which is one kind of declarative memory, is also relevant to shortterm memory enhancing. The study group showed reduced N-3 sleep and REM ratio and impaired delayed recall, which indicates sleep fragmentation causing declarative memory impairment through sleep structure disturbance. Past experiments reported that sleep continuity disruption directly damaged the abilities of inhibitory control and working memory of healthy, senile people. 25 Inhibitory control is the ability to inhibit reacting to irrelevant stimulation when pursuing a specific cognitive goal. Working memory is temporary storage of information and correlates with many more general abilities and is linked to basic sensory processes. 26 This study found that the visuospatial ability impairment of the study group was significantly more serious than that of the control group, which may be the direct consequence of sleep fragmentation, because visuospatial ability is one of the main components of executive function.
Conclusion
This study indicates that non-breathing-related sleep fragmentation is common in patients with CSVD and could impair the ability of delayed recall and executive function. We suggest that reducing sleep fragmentation should be considered an important target in the prevention and treatment of cognitive impairment in CSVD patients. There are several limitations to the present study. First, because of the relatively small sample size, we did not conduct a multivariate analysis of sleep parameters and various cognitive fields, which may have led to confounding factors. We will increase the sample size for further analysis in future studies. Second, periodic leg movement is considered to be related to arousal during sleep, but it was not evaluated in this study because there were no participants who reported symptoms of restless leg syndrome. Finally, to improve our future studies, we will: 1) set up a normal control group and 2) prospectively observe changes in sleep fragmentation through treatment in CSVD patients and their effect on cognitive performance.
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